Amendments to the Specification 



Please amend lines 1-11 on page 1 of the specification as follows: 

This application claims benefit under 35 USC 119(e) from U.S. Provisional Patent 
Application Serial No. 60/265,583 filed February 2, 2001; and this application is a 
continuation-in-part of, and claims benefit under 35 USC § 120 of copending United 
States patent application Serial No. 09/152,060, filed September 11, 1998 (now U.S. 
Patent No. 6,448,230) , which is a continuation-in-part of, and claims benefit under 35 
USC § 120 of copending International Application No. PCT/US98/04858, filed March 12, 
1998, each of which are hereby incorporated by reference, which claims benefit under 35 
USC § 119(e) based on U.S. Provisional Applications which are herein incorporated by 
reference: 





Filing Date 


Appin Number 


1. 


14-Mar-1997 


60/040,762 


2. 


14-Mar-1997 


60/040,710 


3. 


30-May-1997 


60/050,934 


4. 


30-May-1997 


60/048,100 


5. 


30-May-1997 


60/048,357 


6. 


30-May-1997 


60/048,189 


7. 


05-Sep-1997 


60/057,765 


8. 


06-Jun-1997 


60/048,970 


9. 


19-Dec-1997 


60/068,368 



Please amend lines 13-21 on page 4 of the speciflcation as follows: 

In the present invention, the full length sequence identified as SEQ ID NO:X was 
often generated by overlapping sequences contained in multiple clones (contig analysis). 
A representative clone containing all or most of the sequence for SEQ ID NO:X was 
deposited with the American Type Culture Collection (" ATCC ATCC™ "). As shown in 
Table 1, each clone is identified by a cDNA Clone ID (Identifier) and the ATCC ATCC™ 
Deposit Number. The ATCC is located at 10801 University Boulevard, Manassas, 
Virginia 201 10-2209, USA. The ATCC ATCC™ deposit was made pursuant to the terms 
of the Budapest Treaty on the international recognition of the deposit of microorganisms 
for purposes of patent procedure. 
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Please amend the flrst full paragraph on page 65 of the specification as follows: 

The present invention provides a polynucleotide comprising, or alternatively 
consisting of, the nucleic acid sequence of SEQ ID NO:X, and/or a cDNA contained in 

TTiyf 

ATCC ATCC deposit Z. The present invention also provides a polypeptide comprising, 
or alternatively, consisting of, the polypeptide sequence of SEQ ID NO: Y and/or a 
polypeptide encoded by the cDNA contained in ATCC ATCC deposit Z. 
Polynucleotides encoding a polypeptide comprising, or alternatively consisting of the 
polypeptide sequence of SEQ ID NO: Y and/or a polypeptide sequence encoded by the 
cDNA contained in ATCC ATCC deposit Z are also encompassed by the invention. 



Please amend page 78, line 26 through page 79, line 6 as follows: 

The present invention encompasses polypeptides comprising, or alternatively 
consisting of, an epitope of the polypeptide having an amino acid sequence of SEQ ED 
NO: Y, or an epitope of the polypeptide sequence encoded by a polynucleotide sequence 
contained in ATCC ATCC deposit No. Z or encoded by a polynucleotide that 
hybridizes to the complement of the sequence of SEQ ID NO:X or contained in ATCC 
ATCC deposit No. Z under stringent hybridization conditions or lower stringency 
hybridization conditions as defined supra. The present invention further encompasses 
polynucleotide sequences encoding an epitope of a polypeptide sequence of the invention 
(such as, for example, the sequence disclosed in SEQ ID NO:X), polynucleotide 
sequences of the complementary strand of a polynucleotide sequence encoding an epitope 
of the invention, and polynucleotide sequences which hybridize to the complementary 
strand under stringent hybridization conditions or lower stringency hybridization 
conditions defined supra. 

Please amend the flrst full paragraph on page 103 of the speciflcation as follows: 

Moreover, the antibodies or fragments thereof of the present invention can be fused 
to marker sequences, such as a peptide to facilitate purification. In preferred 
embodiments, the marker amino acid sequence is a hexa-histidine peptide, such as the tag 
provided in a pQE pQE™ vector (QIAGEN, Inc., 9259 Eton Avenue, Chatsworth, CA, 
91311), among others, many of which are commercially available. As described in Gentz 
et al., Proc. Natl. Acad. Sci. USA 86:821-824 (1989), for instance, hexa-histidine 
provides for convenient purification of the fusion protein. Other peptide tags useful for 
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purification include, but are not limited to, the "HA" tag, which corresponds to an epitope 
derived from the influenza hemagglutinin protein (Wilson et al.. Cell 37:767 (1984)) and 
the "flag" tag. 

Please amend the second full paragraph on page 125 of the specification as follows: 

Moreover, the polypeptides of the present invention can be fused to marker 
sequences, such as a peptide which facilitates purification of the fused polypeptide. In 
preferred embodiments, the marker amino acid sequence is a hexa-histidine peptide, such 
as the tag provided in a pQE pQE vector (QIAGEN, Inc., 9259 Eton Avenue, 
Chatsworth, CA, 913 11), among others, many of which are commercially available. As 
described in Gentz et al., Proc. Natl. Acad. Sci. USA 86:821-824 (1989), for instance, 
hexa-histidine provides for convenient purification of the fusion protein. Another peptide 
tag useful for purification, the "HA" tag, corresponds to an epitope derived from the 
influenza hemagglutinin protein. (Wilson et al.. Cell 37:767 (1984).) 

Please amend the last paragraph on page 126 of the specification as follows: 

As indicated, the expression vectors will preferably include at least one selectable 
marker. Such markers include dihydrofolate reductase, G418 or neomycin resistance for 
eukaryotic cell culture and tetracycline, kanamycin or ampicillin resistance genes for 
culturing in E. coli and other bacteria. Representative examples of appropriate hosts 
include, but are not limited to, bacterial cells, such as E. coli, Streptomyces and 
Salmonella typhimurium cells; fungal cells, such as yeast cells (e.g., Saccharomyces 
cerevisiae or Pichia pastoris ( ATCC ATCC Accession No. 201178)); insect cells such 
as Drosophila S2 and Spodoptera Sf9 cells; animal cells such as CHO, COS, 293, and 
Bowes melanoma cells; and plant cells. Appropriate culture mediums and conditions for 
the above-described host cells are known in the art. 

Please amend the last paragraph on page 258 of the specification as follows: 

Also preferred is a composition of matter comprising a DNA molecule which 
comprises a human cDNA clone identified by a cDNA Clone Identifier in Table 1, which 
DNA molecule is contained in the material deposited with the American Type Culture 

TT^yl 

Collection and given the ATCC ATCC Deposit Number shown in Table 1 for said 
cDNA Clone Identifier. 
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Please amend the first paragraph on page 259 of the specification as follows: 

Also preferred is an isolated nucleic acid molecule comprising a nucleotide 
sequence which is at least 95% identical to a sequence of at least 50 contiguous 
nucleotides in the nucleotide sequence of a human cDNA clone identified by a cDNA 
Clone Identifier in Table 1, which DNA molecule is contained in the deposit given the 
ATCC ATCC™ Deposit Number shown in Table 1. 

Please amend the sixth full paragraph on page 259 as follows: 

A further preferred embodiment is a method for detecting in a biological sample a 
nucleic acid molecule comprising a nucleotide sequence which is at least 95% identical to 
a sequence of at least 50 contiguous nucleotides in a sequence selected from the group 
consisting of: a nucleotide sequence of SEQ ID NO:X wherein X is any integer as defined 
in Table 1 ; and a nucleotide sequence encoded by a human cDNA clone identified by a 
cDNA Clone Identifier in Table 1 and contained in the deposit with the ATCC ATCC™ 
Deposit Number shown for said cDNA clone in Table 1; which method comprises a step 
of comparing a nucleotide sequence of at least one nucleic acid molecule in said sample 
with a sequence selected from said group and determining whether the sequence of said 
nucleic acid molecule in said sample is at least 95% identical to said selected sequence. 

Please amend lines 6-14 on page 260 as follows: 

A further preferred embodiment is a method for identifying the species, tissue or 
cell type of a biological sample which method comprises a step of detecting nucleic acid 
molecules in said sample, if any, comprising a nucleotide sequence that is at least 95% 
identical to a sequence of at least 50 contiguous nucleotides in a sequence selected from 
the group consisting of: a nucleotide sequence of SEQ ID NO:X wherein X is any integer 
as defined in Table 1 ; and a nucleotide sequence encoded by a human cDNA clone 
identified by a cDNA Clone Identifier in Table 1 and contained in the deposit with the 
ATCC ATCC™ Deposit Number shown for said cDNA clone in Table 1. 

Please amend lines 20-29 on page 260 as follows: 

Also preferred is a method for diagnosing in a subject a pathological condition 
associated with abnormal structure or expression of a gene encoding a secreted protein 
identified in Table 1, which method comprises a step of detecting in a biological sample 
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obtained from said subject nucleic acid molecules, if any, comprising a nucleotide 
sequence that is at least 95% identical to a sequence of at least 50 contiguous nucleotides 
in a sequence selected from the group consisting of: a nucleotide sequence of SEQ ID 
NO:X wherein X is any integer as defined in Table 1; and a nucleotide sequence encoded 
by a human cDNA clone identified by a cDNA Clone Identifier in Table 1 and contained 

f I 1L jf 

in the deposit with the ATCC ATCC Deposit Number shown for said cDNA clone in 
Table 1. 

Please amend lines 3-12 on page 261 of the specification as follows: 

Also preferred is a composition of matter comprising isolated nucleic acid 
molecules wherein the nucleotide sequences of said nucleic acid molecules comprise a 
panel of at least two nucleotide sequences, wherein at least one sequence in said panel is at 
least 95% identical to a sequence of at least 50 contiguous nucleotides in a sequence 
selected from the group consisting of: a nucleotide sequence of SEQ ID NO:X wherein X 
is any integer as defined in Table 1; and a nucleotide sequence encoded by a human cDNA 
clone identified by a cDNA Clone Identifier in Table 1 and contained in the deposit with 
the ATCC ATCC™ Deposit Number shown for said cDNA clone in Table 1. The nucleic 
acid molecules can comprise DNA molecules or RNA molecules. 

Please amend the specification from line 30 on page 261 through line 24 on page 265 
as follows: 

Further preferred is an isolated polypeptide comprising an amino acid sequence at 
least 90% identical to a sequence of at least about 10 contiguous amino acids in the 
complete amino acid sequence of a secreted protein encoded by a human cDNA clone 
identified by a cDNA Clone Identifier in Table 1 and contained in the deposit with the 
ATCC ATCC™ Deposit Number shown for said cDNA clone in Table 1. 

Also preferred is a polypeptide wherein said sequence of contiguous amino acids is 
included in the amino acid sequence of a secreted portion of the secreted protein encoded 
by a human cDNA clone identified by a cDNA Clone Identifier in Table 1 and contained 

npTk j| 

in the deposit with the ATCC ATCC Deposit Number shown for said cDNA clone in 
Table 1. 

Also preferred is an isolated polypeptide comprising an amino acid sequence at 
least 95% identical to a sequence of at least about 30 contiguous amino acids in the amino 
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acid sequence of the secreted portion of the protein encoded by a human cDNA clone 
identified by a cDNA Clone Identifier in Table 1 and contained in the deposit with the 
ATCC ATCC™ Deposit Number shown for said cDNA clone in Table 1. 

Also preferred is an isolated polypeptide comprising an amino acid sequence at 
least 95% identical to a sequence of at least about 100 contiguous amino acids in the 
amino acid sequence of the secreted portion of the protein encoded by a human cDNA 
clone identified by a cDNA Clone Identifier in Table 1 and contained in the deposit with 
the ATCC ATCC™ Deposit Number shown for said cDNA clone in Table 1. 

Also preferred is an isolated polypeptide comprising an amino acid sequence at 
least 95% identical to the amino acid sequence of the secreted portion of the protein 
encoded by a human cDNA clone identified by a cDNA Clone Identifier in Table 1 and 
contained in the deposit with the ATCC ATCC Deposit Number shown for said cDNA 
clone in Table 1. 

Further preferred is an isolated antibody which binds specifically to a polypeptide 
comprising an amino acid sequence that is at least 90% identical to a sequence of at least 
10 contiguous amino acids in a sequence selected from the group consisting of: an amino 
acid sequence of SEQ ID NO:Y wherein Y is any integer as defined in Table 1; and a 
complete amino acid sequence of a protein encoded by a human cDNA clone identified by 
a cDNA Clone Identifier in Table 1 and contained in the deposit with the ATCC ATCC™ 
Deposit Number shown for said cDNA clone in Table 1. 

Further preferred is a method for detecting in a biological sample a polypeptide 
comprising an amino acid sequence which is at least 90% identical to a sequence of at 
least 10 contiguous amino acids in a sequence selected from the group consisting of: an 
amino acid sequence of SEQ ID NO:Y wherein Y is any integer as defined in Table 1; and 
a complete amino acid sequence of a protein encoded by a human cDNA clone identified 
by a cDNA Clone Identifier in Table 1 and contained in the deposit with the ATCC 
ATCC Deposit Number shown for said cDNA clone in Table 1; which method 
comprises a step of comparing an amino acid sequence of at least one polypeptide 
molecule in said sample with a sequence selected from said group and determining 
whether the sequence of said polypeptide molecule in said sample is at least 90% identical 
to said sequence of at least 10 contiguous amino acids. 

Also preferred is the above method wherein said step of comparing an amino acid 
sequence of at least one polypeptide molecule in said sample with a sequence selected 
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from said group comprises determining the extent of specific binding of polypeptides in 
said sample to an antibody which binds specifically to a polypeptide comprising an amino 
acid sequence that is at least 90% identical to a sequence of at least 10 contiguous amino 
acids in a sequence selected from the group consisting of: an amino acid sequence of SEQ 
ID NO:Y wherein Y is any integer as defined in Table 1; and a complete amino acid 
sequence of a protein encoded by a human cDNA clone identified by a cDNA Clone 
Identifier in Table I and contained in the deposit with the ATCC ATCC Deposit 
Number shown for said cDNA clone in Table 1. 

Also preferred is the above method wherein said step of comparing sequences is 
performed by comparing the amino acid sequence determined from a polypeptide 
molecule in said sample with said sequence selected from said group. 

Also preferred is a method for identifying the species, tissue or cell type of a 
biological sample which method comprises a step of detecting polypeptide molecules in 
said sample, if any, comprising an amino acid sequence that is at least 90% identical to a 
sequence of at least 10 contiguous amino acids in a sequence selected from the group 
consisting of: an amino acid sequence of SEQ ID NO:Y wherein Y is any integer as 
defined in Table 1 ; and a complete amino acid sequence of a secreted protein encoded by a 
human cDNA clone identified by a cDNA Clone Identifier in Table 1 and contained in the 
deposit with the ATCC ATCC™ Deposit Number shown for said cDNA clone in Table 1 . 

Also preferred is the above method for identifying the species, tissue or cell type of 
a biological sample, which method comprises a step of detecting polypeptide molecules 
comprising an amino acid sequence in a panel of at least two amino acid sequences, 
wherein at least one sequence in said panel is at least 90% identical to a sequence of at 
least 10 contiguous amino acids in a sequence selected from the above group. 

Also preferred is a method for diagnosing in a subject a pathological condition 
associated with abnormal structure or expression of a gene encoding a secreted protein 
identified in Table 1, which method comprises a step of detecting in a biological sample 
obtained from said subject polypeptide molecules comprising an amino acid sequence in a 
panel of at least two amino acid sequences, wherein at least one sequence in said panel is 
at least 90% identical to a sequence of at least 10 contiguous amino acids in a sequence 
selected from the group consisting of: an amino acid sequence of SEQ ID NO:Y wherein 
Y is any integer as defined in Table 1; and a complete amino acid sequence of a secreted 
protein encoded by a human cDNA clone identified by a cDNA Clone Identifier in Table 1 
Application No.: 09/853,161 8 Docket No,: PZ003P3 



and contained in the deposit with the ATCC ATCC Deposit Number shown for said 
cDNA clone in Table 1 . 

In any of these methods, the step of detecting said polypeptide molecules includes 
using an antibody. 

Also preferred is an isolated nucleic acid molecule comprising a nucleotide 
sequence which is at least 95% identical to a nucleotide sequence encoding a polypeptide 
wherein said polypeptide comprises an amino acid sequence that is at least 90% identical 
to a sequence of at least 10 contiguous amino acids in a sequence selected from the group 
consisting of: an amino acid sequence of SEQ ID NO:Y wherein Y is any integer as 
defined in Table 1; and a complete amino acid sequence of a secreted protein encoded by a 
human cDNA clone identified by a cDNA Clone Identifier in Table 1 and contained in the 
deposit with the ATCC ATCC Deposit Number shown for said cDNA clone in Table 1. 

Also preferred is an isolated nucleic acid molecule, wherein said nucleotide 
sequence encoding a polypeptide has been optimized for expression of said polypeptide in 
a prokaryotic host. 

Also preferred is an isolated nucleic acid molecule, wherein said polypeptide 
comprises an amino acid sequence selected from the group consisting of: an amino acid 
sequence of SEQ ID NO:Y wherein Y is any integer as defined in Table 1; and a complete 
amino acid sequence of a secreted protein encoded by a human cDNA clone identified by 
a cDNA Clone Identifier in Table 1 and contained in the deposit with the ATCC ATCC™ 
Deposit Number shown for said cDNA clone in Table 1. 

Further preferred is a method of making a recombinant vector comprising inserting 
any of the above isolated nucleic acid molecule into a vector. Also preferred is the 
recombinant vector produced by this method. Also preferred is a method of making a 
recombinant host cell comprising introducing the vector into a host cell, as well as the 
recombinant host cell produced by this method. 

' Also preferred is a method of making an isolated polypeptide comprising culturing 
this recombinant host cell under conditions such that said polypeptide is expressed and 
recovering said polypeptide. Also preferred is this method of making an isolated 
polypeptide, wherein said recombinant host cell is a eukaryotic cell and said polypeptide is 
a secreted portion of a human secreted protein comprising an amino acid sequence 
selected from the group consisting of: an amino acid sequence of SEQ ID NO:Y beginning 
with the residue at the position of the First Amino Acid of the Secreted Portion of SEQ ID 
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NO: Y wherein Y is an integer set forth in Table 1 and said position of the First Amino 
Acid of the Secreted Portion of SEQ ID NO:Y is defined in Table 1; and an amino acid 
sequence of a secreted portion of a protein encoded by a human cDNA clone identified by 
a cDNA Clone Identifier in Table 1 and contained in the deposit with the ATCC ATCC™ 
Deposit Number shown for said cDNA clone in Table 1. The isolated polypeptide 
produced by this method is also preferred. 



Please amend lines 12-20 on page 266 through as follows: 

Each cDNA clone in a cited ATCC ATCC deposit is contained in a plasmid 
vector. Table 1 identifies the vectors used to construct the cDNA library from which each 
clone was isolated. In many cases, the vector used to construct the library is a phage 
vector from which a plasmid has been excised. The table inmiediately below correlates 
the related plasmid for each phage vector used in constructing the cDNA library. For 
example, where a particular clone is identified in Table 1 as being isolated in the vector 
"Lambda Zap," the corresponding deposited clone is in "pBluescript." 

Please amend page 267, line 29 through line 5 on page 268 as follows: 

The deposited material in the sample assigned the ATCC ATCC™ Deposit 
Number cited in Table 1 for any given cDNA clone also may contain one or more 
additional plasmids, each comprising a cDNA clone different from that given clone. Thus, 
deposits sharing the same ATCC ATCC Deposit Number contain at least a plasmid for 
each cDNA clone identified in Table 1. Typically, each ATCC ATCC™ deposit sample 
cited in Table 1 comprises a mixture of approximately equal amounts (by weight) of about 
50 plasmid DNAs, each containing a different cDNA clone; but such a deposit sample 
may include plasmids for more or less than 50 cDNA clones, up to about 500 cDNA 
clones. 



Please amend the last paragraph on page 272 as follows: 

In addition to the above expression vector, the present invention further includes an 
expression vector comprising phage operator and promoter elements operatively linked to 
a polynucleotide of the present invention, called pHE4a. ( ATCC ATCC™ Accession 
Number 209645, deposited on February 25, 1998.) This vector contains: 1) a 
neomycinphosphotransferase gene as a selection marker, 2) an E. coli origin of replication. 
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3) a T5 phage promoter sequence, 4) two lac operator sequences, 5) a Shine-Delgamo 
sequence, and 6) the lactose operon repressor gene (laclq). The origin of replication 
(oriC) is derived from pUC19 (LTI, Gaithersburg, MD). The promoter sequence and 
operator sequences are made synthetically. 

Please amend the second full paragraph on page 274 of the specification as follows: 

Fractions containing the polypeptide are then pooled and mixed with 4 volumes of 
water. The diluted sample is then loaded onto a previously prepared set of tandem 
columns of strong anion (Pofes Poros_ HQ-50, Perseptive Biosystems) and weak anion 
( Poros Poros CM-20, Perseptive Biosystems) exchange resins. The columns are 
equilibrated with 40 mM sodium acetate, pH 6.0. Both columns are washed with 40 mM 
sodium acetate, pH 6.0, 200 mM NaCl. The CM-20 column is then eluted using a 10 
column volume linear gradient ranging from 0.2 M NaCl, 50 mM sodium acetate, pH 6.0 
to 1.0 M NaCl, 50 mM sodium acetate, pH 6.5. Fractions are collected under constant 
A280 monitoring of the effluent. Fractions containing the polypeptide (determined, for 
instance, by 16% SDS-PAGE) are then pooled. 



Please amend the last two paragraphs on page 275 of the specification as follows: 

The amplified fragment is isolated from a 1% agarose gel using a commercially 
available kit (" Genecl e an Geneclean BIO 101 Inc., La Jolla, Ca.). The fragment then 
is digested with appropriate restriction enzymes and again purified on a 1% agarose gel. 

The plasmid is digested with the corresponding restriction enzymes and optionally, 
can be dephosphorylated using calf intestinal phosphatase, using routine procedures 
known in the art. The DNA is then isolated from a 1% agarose gel using a coirmiercially 
available kit (" Gen e clean Geneclean^ ." BIO 101 Inc., La Jolla, Ca.). 



Please amend the last paragraph on pate 276 of the specification as follows: 

After four days the supernatant is collected and a plaque assay is performed, as 
described by Summers and Smith, supra. An agarose gel with " Blue Gal Blue Gal " 
(Life Technologies Inc., Gaithersburg) is used to allow easy identification and isolation of 
gal-expressing clones, which produce blue-stained plaques. (A detailed description of a 
"plaque assay" of this type can also be found in the user's guide for insect cell culture and 
baculovirology distributed by Life Technologies Inc., Gaithersburg, page 9-10.) After 
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appropriate incubation, blue stained plaques are picked with the tip of a micropipettor 
(e.g., Eppendorf Eppendorf ) . The agar containing the recombinant viruses is then 
resuspended in a microcentrifuge tube containing 200 ul of Grace's medium and the 
suspension containing the recombinant baculovirus is used to infect Sf9 cells seeded in 35 
mm dishes. Four days later the supematants of these culture dishes are harvested and then 
they are stored at 4 degree C. 

Please amend lines 17-25 on page 278 of the specification as follows: 

Derivatives of the plasmid pSV2-dhfr ( ATCC ATCC™ Accession No. 37146), the 
expression vectors pC4 ( ATCC ATCC™ Accession No. 209646) and pC6 ( ATCC 
ATCC Accession No.209647) contain the strong promoter (LTR) of the Rous Sarcoma 
Virus (Cullen et aL, Molecular and Cellular Biology, 438-447 (March, 1985)) plus a 
fragment of the CMV-enhancer (Boshart et al.. Cell 41:521-530 (1985).) Multiple cloning 
sites, e.g., with the restriction enzyme cleavage sites BamHI, Xbal and Asp718, facilitate 
the cloning of the gene of interest. The vectors also contain the 3' intron, the 
polyadenylation and termination signal of the rat preproinsulin gene, and the mouse DHFR 
gene under control of the S V40 early promoter. 

Please amend lines 3-6 on page 279 of the speciflcation as follows: 

The amplified fragment is isolated from a 1% agarose gel using a commercially 
available kit (" Geneclean Geneclean BIO 101 Inc., La Jolla, Ca.). The fragment then 
is digested with appropriate restriction enzymes and again purified on a 1% agarose gel. 



Please amend line 21 on page 283 through line 6 of page 284 of the specification as 
follows: 

The next day, mix together in a sterile solution basin: 300 ul Lipofectamine 
Lipofectamine™ (18324-012 Gibco/BRL) and 5ml Optimem I Optimem I™ (31985070 
Gibco/BRL)/96-well plate. With a small volume multi-channel pipetter, aliquot 
approximately 2ug of an expression vector containing a polynucleotide insert, produced by 
the methods described in Examples 8 or 9, into an appropriately labeled 96-well round 
bottom plate. With a multi-channel pipetter, add 50ul of the Lipofectamin e /Optim e m I 
Lipofectamine /Optimem I mixture to each well. Pipette up and down gently to mix. 
Incubate at RT 15-45 minutes. After about 20 minutes, use a multi-channel pipetter to add 
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150ul Optimom I Optimem I to each well. As a control, one plate of vector DNA 
lacking an insert should be transfected with each set of transfections. 

Preferably, the transfection should be performed by tag-teaming the following 
tasks. By tag-teaming, hands on time is cut in half, and the cells do not spend too much 
time on PBS. First, person A aspirates off the media from four 24-well plates of cells, and 
then person B rinses each well with .5-lml PBS. Person A then aspirates off PBS rinse, 
and person B, using al2-channel pipetter with tips on every other channel, adds the 200ul 
of DNA/ Lipofectamine/Optimem IL ipofectamine /Optimem I I complex to the odd 
wells first, then to the even wells, to each row on the 24-well plates. Incubate at 37 
degrees C for 6 hours. 



Please amend line 27 on page 289 through line 292 on page 290 as follows: 

The following protocol is used to assess T-cell activity by identifying factors, and 
determining whether supemate containing a polypeptide of the invention proliferates 
and/or differentiates T-cells. T-cell activity is assessed using the GAS/SEAP/Neo 
construct produced in Example 12. Thus, factors that increase SEAP activity indicate the 
ability to activate the Jaks-STATS signal transduction pathway. The T-cell used in this 
assay is Jurkat T-cells ( ATCC ATCC™ Accession No. TIB-152), although Molt-3 cells 
( ATCC ATCC™ Accession No. CRL-1552) and Molt-4 cells ( ATCC ATCC™ Accession 
No. CRL-1582) cells can also be used. 
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